Abstract.
Introduction

33
Gram-negative bacteria, both pathogenic and non-pathogenic, release lipid bilayer vesicles 34 from the outer membrane (3, 34). These outer membrane vesicles (OMVs), like the outer 35 membrane from which they are generated, are composed of lipopolysaccharide (LPS), 36 phospholipids, and outer membrane proteins, in addition to periplasmic components (17, 22, 37 24, 26, 30). Several studies suggest that vesiculation serves as an envelope stress response. otherwise stated. Gentamycin and kanamycin were used at 10 µg/ml and 50 µg/ml respectively.
96
A description of the strains used in this study can be found in Table S1 . The cells of overnight cultures were harvested by centrifugation at 10,000 g for 10 min at 4 °C.
123
The pellets were gently resuspended in 50 mM Tris-HCl, pH 8.0, 150 mM NaCl, 50 mM MgCl2 indicates that in S. marcescens, OMV production is thermoregulated, being high at low 165 temperatures and minimal at high temperatures. As an additional control, we determined that 166 KDO levels were not variable on the surface of whole cells at each of the temperatures (Fig S1) .
167
Disruption of the ECA synthesis pathway increases vesiculation at all temperatures
168
In searching for genes that affect vesiculation in S. marcescens, elements of the ECA synthesis (Fig 2 inset) . by the wild-type strain (Fig 3 inset) . To rule out that cell lysis accounted for the apparent that a factor unrelated to rcsB is involved in this process (Fig 4A) . To discount the effect of (Fig 5) . The extracellular protease serralysin also appeared to be enriched in the OMV. components, we investigated their toxicity to the greater wax moth larvae, Galleria melonella.
265
The immune response of the larvae has been well characterised, with haemocoel coagulation, that vesiculation is an active, and a highly regulated process. 285 We observed an increase in vesiculation by mutating genes involved in the ECA synthesis (Fig 2) . 
